www.bio-protocol.org/e2255 Vol 2. Pre-warm all media (HBSS, 1% FBS RPMI and 10% FBS RPMI) in a water bath 1-2 h prior to isolation and pre-warm the centrifuge to 20 °C prior to isolation.
3. Under a laminar flow cabinet decant the donor blood into a T75 flask and dilute (1:2) using sterile HBSS and mix by inversion.
4. Pipette 15 ml of Ficoll-Paque into 4 x 50 ml Falcons. 5. Very gently layer the diluted blood at a 45° angle onto the Ficoll, taking care not to mix the layers. Top up the remaining tube with HBSS to make a final volume of 50 ml. 6 www.bio-protocol.org/e2255 Vol 7, Iss 09, May 05, 2017 DOI:10.21769/BioProtoc.2255 6. Centrifuge all tubes at 480 x g, 20 °C for 20 min without brake. 7. After the spin, locate the pearlescent white layer (buffy layer, shown as lymphocytes, monocytes and platelets layer in Figure 1 ), which is sedimented through the plasma-density gradient interface. Extract into a new sterile 50 ml Falcon using a Pasteur pipette.
Figure 1. Schematic diagram to illustrate monocyte isolation from peripheral blood.
After blood has been layered onto the Ficoll and centrifuged as described above without brake, blood components are separated into layers. A Pasteur pipette is used to carefully remove the lymphocyte, monocyte and platelet layer to use in downstream processing. 8. To wash the cells, add 40 ml of HBSS to the mononuclear cells and mix by inversion. 9 . Centrifuge again at 290 x g, 4 °C for 5 min with brake. Aspirate off supernatant slowly (take care as the pellet may become loose and add another 40 ml HBSS). Repeat this wash step 3 times.
10. After the last wash, resuspend the pellet in 10 ml of complete 1% FBS RPMI and mix thoroughly by either vortexing or inversion. 11. Place a cover slip on a haemocytometer and load 10 μl of the cell mixture via capillary action through the loading channel.
12. Incubate in the 37 °C, 5% CO2 incubator for at least 5 min (see Note 1).
After this time, view the cells under a microscope at 20x magnification. Count all mononuclear
cells (see Note 1).
14.
Cells are then seeded at density of 1 x 10 6 cells/well of a 6 well plate using 3 ml complete 1% FBS RPMI (see Table 1 for other seeding densities). Incubate at 37 °C, 5% CO2 for at least 2 h to ensure mononuclear cells have adhered to the plastic of the well. 7 www.bio-protocol.org/e2255 17. Leave cells to rest for 5-7 days at 37 °C, 5% CO2.
18. After 5-7 days, wash cells twice with HBSS and replace with 3 ml complete 1% FBS RPMI. FBS α-MEM in the water bath at 37 °C for at least half an hour before the start of the experiment.
Leave cells to rest
Following work has to be completed in a biosafety cabinet with cabinet light switched off. 8. Gently tap the chamber slide onto a paper towel to remove any excess PBS wash and then carefully dislodge the plastic chamber portion to separate the underlying microscope slide. 9 . Add approximately 2-3 drops of mounting medium and place a coverslip over the area of stained cells ensuring all air bubbles are removed. Allow to air dry for 30-45 min in the dark.
10. When dry, use commercial nail varnish around the edges to act as glue and fix the coverslip in place.
11. Leave nail varnish to dry in the dark at room temperature. The slide may also be stored at 4 °C long-term sealed with Parafilm in the dark for future analysis.
12. Proceed to viewing using a confocal microscope ( Figure 2 ). 4. Spin bacteria at 15,000 x g, for 5 min and resuspend the pellet using sterile 1 ml HBSS.
5.
After 24 h of MDM and MSC co-culture infect cells using a Multiplicity of Infection of 10 (MOI 10, see Note 4 for MOI calculation), using HBSS as a vehicle control.
6. Incubate for 4 h at 37 °C, 5% CO2.
7. After this time, retrieve the supernatant from the cells for quantification of extracellular bacteria and make a dilution series of 10 -1 to 10 -6 in sterile PBS.
8. Pipette 3 x 20 μl spots of each dilution out onto LB agar and incubate overnight at 37 °C. 9. For intracellular bacteria wash the cells in 1 ml sterile PBS 3 times, aspirate wash and then add 300 μg/ml of gentamycin (diluted in 1% FBS RPMI), 100 μl/well and incubate at 37 °C for 1 h to kill adherent bacteria.
10. After this time wash the cells in 1 ml sterile PBS 3 times, aspirate wash and add 100 μl of 0.5% saponin to lyse the cells and leave the bacteria intact.
11. After 5 min, add an additional 900 μl of sterile PBS to each well to dilute saponin, and repeat the dilution series again, plating out each dilution. Incubate plates at 37 °C. 4D-4G ). 
Count CFU/ml within 24 h (Figures

